Compared to an in vivo experiment, neuronal cell cultures are immediately accessible to observation and manipulation. In this protocol, we describe a technique to evaluate the cytotoxicity of a metal, manganese (Mn 2+
, Annie Andrieux 1, 2 this protocol is easily adaptable to any type of primary culture (e.g., cortical neurons) and any type of toxic compound (e.g., chemical product).
This protocol is similar to "Neuron-enriched Cultures (Method 2)" protocol (Gao, 2011) . 10. Using the spectrophotometer, read the optic density of each well filled with the lysate using a wavelength = 519 nm. An absorbance inferior to 1 is necessary to respect the law http://www.bio-protocol.org/e1368
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Vol 5, Iss 1, Jan 05, 2015 5 of Beer Lambert. If the absorbance is above 1, the lysate must be diluted in pure DMSO.
The typical absorbance for a culture of 2.2 x 10 5 neurons at Day 5 is 0.93 ± 0.09. The well without Mn is considered to contain 100% of living cells. You can then compute the fraction of living cells in the other wells from the ratio between the optic density in the wells and the optic density in the well without Mn. 
1x HBSS
10x HBSS is diluted in sterile water.
For a final volume of 50 ml, mix 5 ml of HBSS 10x with 45 ml of sterile water.
Second culture medium
The second culture medium is composed of glutamax 1x and B27 d=1/50 diluted in Vol 5, Iss 1, Jan 05, 2015 6 need 4.5 ml of MnCl 2 solution (3 x 1.5 ml). The solution preparation is described in Table 1 for a final volume of 4.5 ml. b. Second, prepare a MTT solution at 0.5 mg/ml in the second culture medium. For a final volume of 12 ml of culture medium, add 1.2 ml of MTT at 5 mg/ml.
